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3R1-*o «ilf03(a),(b)«)#^ M*H2 3 (l)tcWSi-^«*Hl^t 

b (l)0^5& s StR^tL*o 

[0 0 7 4] 

-5-LT, ^f-^S8,S9t:4JV»T, WflMiyffi^lI 1 8 , aMRLfcfll 
H&*fflfc*ftb(l)K&BLT\ «^i^BimiS:^b(7)?IiJ^tffR^Mi-^ 0 * 
is, ±ffi^Xx 7 "7°S 5 - S 7 <7>&3(i, ilJJ^mif 1 0 a ft&M* 
a23(l),(2)«H, 2 afcloJiLLS-tr&Bllffl 

H2 3(D) ^iStail^tCLtv^o "Hia«2 2 a Sr^tr" <h(±> 

"ISMS fi K x. tf rSK2^- -V * ^) * "a" tr " V ^ *P*-?& & o 

[0 0 7 5] 

IH»S£I8 1 8 l±, -7°S 8 Kj3V>t\ Xt v 7°S 4 "C— 5E«FlWi3 

fcfc, m*fflHitb(l)<7)J¥E1f^(i, M«2 2 a£HrfrV±a*gI 
S ()il*i2 3 (1)) 7&»<b«Ct*Stt*»*03ft&*£ELTv>* 0 ¥*&#K»±, 

[0 0 7 6] 

K (oi ^Hi|«2 2 a fc^fr&B ft* <^nmmt 

mfSl^'fb ^ ^> vIiJ^IW^ fi . 1?!lx.ti\ ^IfiKOlPi (#Ux.(£ chlorzo 
xazone) A LT^ ^ Pfi#^ apamin) £3*A-f % % "C<^m^ 



tH|E# 2003-3056946 
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^-v: 28/ 



[0 0 7 71 

^i mnnmwMmftKfcmfcmw i o -cf±, iu^iif i o a o 

^0«*BI2 3(1),(2)©H, Haffl62 2 a£^try£g*H 

< BS*ft£fb £ iffl5e-c # & o 

[0 0 7 8] 

fl^p^Ji, ±JEO>#)K< 1 >-<3>CLf:^o-Ctf^ti^)o 
^jlS<l>-e(±, SrtD*^. mzimmmmm^? 9~XhZ> Ptracer-CMV2 
(Invitrogen,USA) K**U n > L£rSK2i^ ^Ojtfc^- (cD 

NA) 4#ALt> fUl^? *-*fNc1-*o Ptracer-CMV2Hl±, 7C*> GFP<0 

[0 0 7 9] 

M&Mfii*<7)^f» (J2HT THEK293«J kv^)(Ha-7> 

^M<2>-C(±, M^n-W:i>), rSK2^^0«fST-£J:?7GF 
POatfSWSA^tt7tHEK293#lB)ja^, 1^1^*14, 
OJg*bf±, 10%^v^BlfiLVt (FCS;JRS Biosciences, USA) fc&flPLfc Minimum 
Essential Medium Jfttl (Gibco BRL, USA) "Cfc&o *g£B#Wi±36~48B#ra, 
fi]£{i3 7JK"C*&o 

[0 0 8 0] 

i^i:^ y^-V2 KO^i:!^ «&OHEK293ilfflJI&a» 2 3 (El 

2#BS) jJ^Stt^JK^i^rv^o &03&>OHEX293*BII&Kl±, rSK2 

f-^v^^fc GF P tfimWl^MLX^&o Z\(D5£Jjm^li. #UxJ£20%~30% 



tB|E# 2003-3056946 
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^-v*. 29/ 



[0 0 8 1 ] 

^-fe*T'*^DiBAC 4 (3) (Molecular Probes, USA) ^r^A^^o o$ I) , DiBAC 4 ( 
3)«r50nMOiftS-C^tr^31*l^^H. &30#W, HEK293«£«: LTfl#£ 

[0 0 8 2] 

Wg&0«#*ffl^fcilfl5el±, H4c7)-7n-^^-h Ur- -y -/S 1 ~ S 9 ) 
O^jdCL^^oT^f^tL^o ffllJ^ajtfi. MS. (2 4±1°C) "C**o 
mTOiiij^U^rai-^^^^or, ^coma^H^i«¥* (0 5) 

M*aGFP( + ),GFP(-)^itLTv^ 0 -^0«BJ&*HGFP( + )t±2 0 

>|H~3 0«OHEK293fflJj&*^*. «<7)««fflGFP(-) »i 4 «<7)HEK293«£ 

[0 0 8 3] 

HBflawRisaJsc^n 1 o omwmw. 201*, B4^f^si,s2 *^ff 

ts;fci:J:i), afl£m&<3 G F P ri>e>&ftS *iZ>&ib\~m<S^"C 

l«tom*B«A (0 6) *JR0atro *ttWfcAU\ (rSK2*** 
il/^GFPt * |sJB# L £HEK293«) tf>IKfc-C* & ° 

AC 4 (3)3&^fiC»$n*3t*^*^^T, 10sec*3§fci&ftIB1fcB (0 7) *H*») 
&tr 0 ItMHtBti, *BJia*HGFP(+),GFP(-)OH«-e*>* (BI5 4>#Rg) o 

[0 0 8 4] 

tbbtitz? -T \ ^7 t 1 Ki3i/»t\ 300//M chlorzoxazone (rSK2^ -V ^ 

HI) £3>AU fOfW?^^>^t 2 \,Z&^X, 100 nM apamin (rSK2f-^* 

i o «t d u l-c, .lib* f^si-s4 mmmm. 2oi:uifto 

3bfc®f£A (0 6) fci^m^^MftB (07) <0flM&*ri f #Tt*fc. 



EIDE^ 2003-3056946 
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[0 0 8 5] 

m^MftA (H6) commumzm^r, w-jtmitA^*^*- 
^^-c^^jt^ (os t)%mmm$ma) ^mmztizmm-rz u 

-r-y-7°S5) o @6«\ ^®ftAO^^(i^ 3 o<D§£?lM1H£ a 

s^ic, »SAfr^m^®ftB (@7) ommmmzm^x , mitmi%B 

2oo«*MltbJ±, fflU^W^if 0 2i@^«*fflGFP( + ),GFP(-) 
[0 0 8 6] 

^Lt^i:, 3oo§§5a««a fc^frltftiiffcA (0 6) 2o«« 
*ffl£i*b*£tf£#IHfcB (1217) fc*Sfc^fr-t*:T\ 2o«iai«b 

$j x. tf in 5-@7 <d®&, --^(DmmmmGF?(+)^m't^mmmmmn.b 

[0 0 8 7] 

(DmmmmGFP ( + ) , gfp ( - ) nnr t n *> # * oMii^t £ « - 1 § * 
o 0yx.ra5~ni7<7)^^ mmBaGFP(+)j±3i@oi§^m«r^. mmm 

^v>-e, sHtJM^s 1 sit, mmmmG¥?(+)^n^-t^mmmmmmbiz 

VigLT^-r -y^S 8<7)^S^tf^o of «K ^m<7>®7tlHtB (07) <D*fr 

h , «*aGFP( +) izMfc-tz mmmmmM b <dm mn^mm^ K&m l , 
mfflftBrhn¥^«^^mi-^o o*t), mmmmGF?(+)^hmm^fi 
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[0 0 8 8] 

7°S 9) o 

ft^Sai^H time (min) £lrfo *fc*lt±, ?Ifl^^B#^«*fflGFP( + )75^ 

*lfc®jfc3ftl£F fcOjfc ratio (F/F 0 ) £^H~° 
[0 0 8 9] 

W±^(:^L/;2$Ot^li, ^Wit^^KM? (chlorzoxazone, apamin) 

t 1 , t 2 K*J-El«1-&o 
[0 0 9 0] 

ojt), 300^ M chlorzoxazone (rSK2?-* */WRlP*) ^A^i 1 ) 

> «*fflGFP(+)-e(i, mmmmGw(-) titm.Lx , mw%&i&&m<om'j? ( 

oi OiSfrfe) 76 ? JItL^o lOOnM apamin (rSK2^- * *;Hfi#&) <£>S 

[0 0 9 1 ] 

«*!3IGFP( + )^Bim«^t;M^^iSiJ^tffR{i. ? K LT£ 

&£n£o o£iK «BI6*a(CT( + )om*3ftft^M^fc(ia8)0^*», 300^ 
M chlorzoxazone«:a(|CX-r*fltr^m*5iK* 1 0 0%i: L"C, 300^ M chlorzox 
azone * S A t T rt» <b -TElTOft ( 2 W& i ^ 100 n M apamin^r #A1" £ * 4 < 
lC;fclt*m3fc&J£(%)£#*^ *<0«^gA 
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#fl 2002-285984 



^-v! 32/ 



[0 0 9 2] 

mS<DfflXli, rSIE^**^**^^***-**"*"* 300// M chlorzoxazo 
ne OiAtaot, £«>J£«j2 o % : 0.'J?ir Z> t^n ?HJ^*^> 
*> & iPJJ^If^ t LX % h titz Z t \z & & 0 
[0 0 9 3] 

mv> : Mfc*ft^K%i& (0 9) ^o^T^-r^o 0 9«li, 300^ M chlo 
rzoxazone ^fAtaf^^K* 1 0 0%t LX, 300 M M chlorzoxazone 

CD^AK J:£^^Jt<7>^^ response rate (%)^r^i"o 2 1®<7)£fflJ&*E!GF 
P( + ) ) GFP(-)0^^<^i'J^*^^"^^- i: " t! ^ Student <0 t-*£7E^ £ <9 > 
**p<0.01 O^^«^«b^7to 

[0 0 9 4] 

CioMW^^^^i^ ^ f§Jl«^^< Hr£ &v>«*fflGFP(-)7& s 
«85&fc»o ^cfftLTk «*I3GFP (- ) h o«Hft W j&ftSftKlitfcm* 
-f\ loJ^Ji#tr«*HIGFP( + )^^cO*®^^M^ <7 >^^S 



[0 0 9 5] 

esc (0u^{^rSK2^^^^) & £<D%Mtf~&®.x& -=> -c & . mm^ £ ^atme: 



[0 0 9 6] 
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o 

[0 0 9 7] 

gr 1 0 a KH^flHIfe 2 2a & - t Xf77 p S3,S4,S 

[0 0 9 8] 

■*%W?>m 2 2S*fe5$Kl±* fit 1 ~t»*S 5 , 1 2 , 1 5 , »* 

[0 0 9 9] 

mm** i^&±&MmMmmmbzmiR-fz>t (S7) , ii-cai?Lfc» 

ill a * 1 oJ^±#tfMSS!1«b i:> x-r 7° S 8 Oftli:* 

tfHtf^> ^<^^S<Sll>-<S13>^^fi"^>o 
[0 10 0] 

<S11> £1% Xf'^S 7 ftfcffllfe*H«ttb (lo^±(DMi 

fflaEJft 2003-3056946 
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^-v: 34/ 



1 0 al*]Ovii»SI (loJ^±OMtt2 2 aSr^tr) CTfcK, Ha#Blfe2 2 
<S12> •^S7flK?^:W»b (lofllwMl 

artO&B&H (lo^±<7)|§m«2 2 afc^rtr) rtt:, 
[0101] 

<S13> fflfcfciH 0 a[*0CO&a*SI ( 1 oJJLLOfSSMffllfe 2 2 a* 

fot, H4COXX 8J»<?«ffi£fifr u ±ie<7)^a<sii>-<si3> 

[0102] 

300 chlorzoxazone OigA^ £ SS*»K«^ response rate (% 
(i. 4 1 1H"C*4o 

01 0O#«J5c^±. »*fflGFP( + )0^ffl^^mnrtU^^^>-7-^ ( 
• : n=l~5,*: n=6-10,B: n=ll-20,^: n=21-30, x : n>31) 

ti, aSfcK#i-*j&#&«<ai*^* (%) 3&*/h$V/>i:v^^fc**^*o 

m (•,★,■) cftiu. 

[0 10 3] 

SfeK, 0 1 0<7) "*1IJ5e*0" tis £T(4 lffl)^ffllfi*fflGFP( + )^i3»t« 

(±HHf 2003-3056946 
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^■tmtmmmmmLx^ho mmm&om^^mi 26.8% , m®e>m 

Ai:i^tM<7)«^^^ili 15.2% t?*ofc 0 

p( + )K£it*¥^i£^ii*M£icL-Cv^o MfflH^i^^^fflti 37.8 
2% , |iW|Ai:Uf*?MW«^Wf^|li 19.8% tffcofco 
.[0104] 

io-cabi), ^£ *v>ffl|Jia*aGFP(-)^l»-t*o 

-5y^-U2 1*^8fl <7>*ffi)&*fflGFP ( - ) iZ is It & ¥#Hfi H*f£M £ & 

f7?^ h) (OTOfltti 5.2% X$>*otz 0 
[0 10 5] 

0 %JHL±0«»*HGFP( + ) U **<B#AK «t * jftfcSftSWifcW** 

[0 10 6] 

p(+)) sragyL^*, ^m^zKizm^n^^o %mmj&<7>$\&*>*>*& 

[0 10 7] 

FP(-)<7>3^£Jt^M^ (#«;U£ H 8 , HI 9 , m 1 0 <7>ffll5e£v) K^o^T, 
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[0 10 8] 

;:t7-f77nhii, ^|ft(7)rSK2g6KKIf^ffi-t& - < , DiBA 
[0 10 9] 

*HlBo£3Hmtf^<±* lf*^6~W«8,W^l 2,fflf#£l 5, IS* 
«1 7,111**1 9K*hfci-*o cci-ct, K*UJ:&itmta[ftft***ft-Cfl 

«t ^Mmfi^fc^iM^i"^ ^ Otfti, Z<7)tztb, ±|B<7)«l*lR^liJ^^ 1 
0 tli3lt^Bi«fS^t<7)iaiJ^)li(ll4)<7)X-7--y "7°S 6, S 7 Hftx.T, 

•&3<s2i>~<S23>*fH*TK*j£3ft^*<> ^*uh«lt, &a 

<S21>-<S23><7)^H^fi - ^>EI4<7)X-r -y-7°S 8 C^^f?^^ 
[0 110] 

o#M< 4 >t:I § &x. i> <DX~$> & o 

T£ «fc a«(Wx.tfGFP) <7>itfc $ ft 3t*«*B8& m x. JiHEK 

293»)£v^-^2 l<7)ff-e^«-f*^ i&*£tt*^*B#W*M1-*-fc 

[0 111] 

*<7>ift*, v^-1^2 iW(fO«[$i:ii, ^<7)^**ffl^(^lx.{fHEK293«) 

tf}fE#2 003-3056946 



2002-285984 
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t fz ^ ^nif < i < 4 >^< 3 > £ & r m m z ti tz \& <d * ffl ^ x ft t> ft h ms 

iimt<vm?Elis @4(0Xf -;7°S 1 ~S 5<om~> ^JEO«.a<S21>~<S23> 
[0 112] 

&TMt:i/:»)> an, «*oftffl||8!8fctfe¥£ (011) &#bb1-*o 
Ftl^^^tv^o S<7):R$fi*>J 18 0// mt'iSo 

mfflftA (012) (±> mmnm<v*izftiEirz>GFPfrh<7)'miti<zm^< 

ffl«-e*0. Mite (rSK2^^^^fcGFPfc*ra^HaL^:HEK293«lfla) 
Oifj|-C*4, SbfclHfeA (HI 2) £IR«3&tfRK S^7fc<^<«Sfi480 n 
Lfc Q FOo *>3tt67 -f 1 5t LTI±, 510nm~540nm 

[0 113] 

^f,;:, |H4<7)Xf 77°S 3, S 4 t:iot|SI-fe»^*itB (013) 

H^On-fyn-f^MS Kf±, 590 n m «t *) kMv£fiit£RM"Tit£"C:K: 
«ftlt^IMt^Hro^ffl^/: 0 jgftliffcB (HI 3) l±, «85£m#0*K# 
£t&)8im^$14M7nfe« (DiBAC 4 (3)) a»i>>Oi&#K2£^ < Hire* 0 , n 

> -7 > h mm t & o t v > & tt»o^*«ii!a<oiifife-t?* & 0 

[0 114] 

Hi i~Hi 3roWf>, iiij^iif^^-e7i±c>t^o 

0>5;tW&o K, 04OXf 77°S5i:iot, SftWIfeA (0 12 
) ^c,«a«BI&^*H5-r (H«Mlta) Wi-^^ 
TWtBi-^o <e-L-C*<a*Qs3ffi<S21>K&tro 0 1 2 ^7t®ft A^* Kti 

, 6 o (7) §£J1M3M J£ a Ltv^o 
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[0 115] 

<S2l> t-f\ ^WB.itWtB (SI 3) <DnhfrM<nifo m^SXmV) 
[0 116] 

<S22> ^H, Xr7^S5,S6t'«»fflK !§J!Mi«a£^ 

mmmm^K. i o^±<^i§Jim^a n 
n «t & s^&Jt ^ «^ £ £ tz t> (Dmn wm -e * & o 

[0 117] 

<S23> ±fa<S22>-ei^$tLfc^m<7)^ffi^ (fflx.(flHl 4(7)2 o 

Off Ri») ( 1 om±0^*ffl^it a £Hrfr) r^C, I^JllfflEIIlt a 

0 %i ^ kiS^4><7)£jIlSlJ-t-& 0 
[0 118] 

WMa (EI12#BS) otit ^6li"C^^»o Zcotzfr, $tmSiJ&ffi& a Offic- 
ii, ^3 0%i:^^o 
^<7>|£, i 4 f 7 7° S 8 , S 9 t iBli^M^ift L, ±fe<S23>-eiiSlJ 

(mi 5) itL^^-r^-ttcj: i9, ^^i^mmfi^b^sij^it 



2003-3056946 
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[0 119] 

HI 5Wi«li, afl5cBBi&^Oj|iai^im time (rain) ^^i"o $E$1|{±, «M 

^fMit^«bKC#t^^^^?iEF fcOJt ratio (F/F 0 ) £^1~o 
[0 12 0] 

£<bK> mi 5«±^^L^2^*ili, «*0^f«?S*U*» (chlorz 
oxazone.apamin) ^^tv^Btf^iUi^o &4» 

2 "b 8 5H£ t L tz 0 

-r&fc^mi&X~$>V), Mifelia ((H12#BB) ©«^10%*»Uo 
[0121] 

mm%tt&&*Mmi-&*%&tmm<v ; $\7z^&2>o m 1 5 a» «t ^ 

[0 12 2] 

zntiML, &%mmmz&ii&mytffim<vmmmk^i^ 300/.M chiorzox 

azone OfAi: «t o tf^S^l&T t , lOOnM apamin ©SAC^tf* 

»iaotiffiW4i:> RmftiS£te£#fe* (DiBAC 4 (3)) 

[0 12 3] 
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LXi> ctv^ 0 
[0 12 4] 

[0 12 5] 
[0 12 6] 

*s&9§o£ 4 njfcj$ffii±, 9 1 2 , 1 5 , m&M 1 8 , m 

ffiE# 2 003-3056946 
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^-v! 41/ 



[0 12 7] 

#i|^#i^&£f)l*^PS|{i> ±.&<7)^m<l>-<3><VT-*>> #0<3>4r^ 
»^*«BIia(ffilx.tfHEK293iffll!&)**, i t*CV> 

<5> «fe*o«H£^ y^-W i<7)^<7)^ (^(7)^««^^tf) 

[0 12 8] 

«xtf, *^>-7A^t>M (Ca2+) 3Hfc*W5£i-*»£Kl±, «*7n 
-"TtL-C, Fura-2/AM (Molecular Probes, USA) 7&*ffiv>f>*L&«> H*^OFura- 

SSIe*, v -v - V 2 1 ii^3ata^#?ft:i*7c U*4o 
[0 12 9] 

[0 13 0] 

Fura-2ffl<7)-7 >f ;i/?-fc y b 14, 340 n mftiS^lSSS^Mtil 1 <vW)1&y 
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^H12 t, 380nm#iSO«[ft«*aa"t**2Oae7-f 1 2 400 

, 510nm#j£<?5***ft*Sji-r*** , 7 -r 1 5h©8l^HtfeSo » 
1,12(7)1127 -f 12 (±, MtL^— A£ft£o 

[0 13 1] 

cox-f -y/S 1, S 2 tlitf*^ «J£m»<0*lc#fc^*GFP7&*fc^mftK* 

7«fi^-t7 h£GFPffij&*fcFura-2ffi * ^ 

*12£ "340nm" £K5£U «9£W rtOFura-2^<b»|-£ 
v>T«#IHfeC(l) E&jg-7 4;V* 1 2 £r "380nm" «H 

Lt, il«omftmftc(2)£i^&tfo ^Lt, ^tL^2^omMftc(i), 

C(2)fc lit Lt, ^*®|feC(l),C(2)OlR0&**10secl3§H*0jg-ro 
[0 13 2] 

4 $>9"Cs SI$t:2tlSOl^ (chlorzoxazone, apamin) ^fAt^o $ 
f>K, l&O^MftC(l),C(2)£fflv^ m7t'fflftC(l)0#lI*OffM^m 

[0 13 3] 

UftfciSffeA, fffltC(l), C(2)OJRD&*^ *^y->A>f*^ift 
ftt^:, »S«Blfeffi*fta*^trm*H«Ai:, mftffii&C (1), C (2)^«b 



ffiSE*i# 2003-3056946 
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[0 13 4] 
[0 13 5] 

< >r * > mm^it * me.-? # & o 

(»5HJSB388) 

iti»WR£«itio (m 1-0 ^ts^^f&^i^t^x^ 

[0 13 6] 

293IHJ&) * 1 OSffl/m 1 <7)?lS-e-^tfV#m75 ? iS» (01x.tf 1 50// 1 y±A 

^;K7>itfeTi3i:U f GFP<7)jtfS^SA$tL, 37jgT*36~48B#F3> 

DiBAC 4 (3)) 3&*#A**L&o 
[0 13 7] 

ttiliElf 2003-3056946 
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44/ 



LT3bfcIHtA0£IDtf#U ^i:> DiBAC 4 (3)ffl^7 >f ^^-fey h L"C« 
*IiflfcB0*IRI#1-*o itLC,O^tjfcH«A0,B0t±, W«MHf^ LTMiE 
flatcttffl$*L*o oil), ^o^^^^^^tt&^Hffe^ffKW*^^** 

[0 13 8] 

;v^-b-y b^lLtf^StA^L, DiBAC 4 (3)ffi^-7 >r 

;VH7 h*f£fflL-C^*S«B*--3eltlW(«lx.tflOsec)*3#^f»-r*o * 
tz. gftfclifl&B 5 0 

^ 1 foiDA^o 
[0 13 9] 

;<0J: 9 ULT^rom^IiffeA, BOflSlO^^iK-T-r* £*Lt><P3bte 
®«A,BO»||fil#li, (f*M«A0,B0) <0#ft««K<fcot: 

£^W> rSK2^--^^^^*ttT^J^:75 ? lftv^|S46ibtL^>o 
[0 14 0] 

i&ftMteB<&^&*iaffc**<b U M n<i:t2i" fi^J:-?K 



fctifiE# 2003-3056946 
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[0 14 1] 
[0 14 2] 

[H i <7>gbfcIH£B JRKfx 1 o 

[0143] 

[0 14 4] 

±fBLfc#l ~^4^jS&^-e(±, Wl*lRtL4lEDi:7t^:7fc®ftB (£ 
fclij&#H«S#lHfeC (1), C (2)) *-5©*Wr J: H«lOa«r«*ttW Lfc** 

, SbfcliffcB (S^t±»*H«l^*lii«C(l),C(2)) fclfc * 
[0 14 5] 



tBfHf 2003-3056946 
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[0 14 6] 
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